Interaction between age and miRNA expression
Background
The controls we used were not matched by age to our participants with aortic stenosis. We therefore wished to examine if miRNA levels in aortic valve tissue were related to age.
Methods
To look for a relationship between miRNAs and normal ageing, we examined control aortic valve samples. We calculated Pearson's or Spearman's correlation coefficient, the latter used for qPCR results given their non-normal distribution.
Results
Microarray analysis of control samples (n=16) showed no miRNAs with a statistically significant association with age (Pearson's correlation coefficient, adjusted p-value < 0.05).
Analysing miRNA expression as measured by qPCR in the control aortic valve tissue samples (n=36, age range 22-97 years), there were borderline associations seen with miR-200c-3p and miR-625-5p (Spearman correlation coefficient, unadjusted p-value 0.044 and 0.058 respectively), although visual analysis of the corresponding scatter plots did not provide convincing evidence of a relationship ( Supplementary Fig. S4 ).
Discussion
In healthy aortic valve tissue, there was little effect of age on miRNA expression, with only a borderline association seen with miR-200c-3p and miR-625-5p. There was a wide range of ages in the control samples examined, but the small numbers mean that there may not have been sufficient power to detect smaller associations.
Overall, this analysis suggests that some aortic valve tissue miRNA expression is likely to have a degree of association with age, but this relationship is likely to be small particularly in those validated miRNAs differentially expressed in aortic stenosis . Figure S1 . Aortic valve tissue samples shown in a 3-dimensional representation of the principal components of the differentially expressed miRNAs (adjusted p-value < 0.05). Specimens can be seen to cluster together according to presence or absence of aortic stenosis. 
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